A)

Query Subject Score Identities (Query length) Percentage Expect
Queryl ?&Téﬁ“"_'{cleggfgﬂﬁmw:58407698' 374 20/20 (20) 100 0.004
HORVUOHrLG013800|chrUn:77795619-
Queryl 77830417|HC_GJoligopeptide 2.9 1717 (20) 100 0.17
Queryl ?9‘3?;’52353503 ﬁgf:igr;rswsgsalszm- 319 17/17 (20) 100 0.17
HORVUSHr1G095460|chr5H:598320669-
Queryl | 598375900]HC_Gloligopeptide 819 17117 (20) 100 0.17
HORVUS5Hr1G086250|chr5H:576150954-
Queryl 576183325|Ir-|C G|SAU|;—:ike 283 15715 (20) 100 21
HORVU3HrLG046180|chr3H:306942032-
oy | ISR | ;| s
HORVU4Hr1G059060|chr4H:493802120-
Queryl | 493805262]HC_G|ADP-ribosylation 283 15715 (20) 100 21
HORVUSHr1G086240|chr5H:576148495-
Queryl 576183422|Ir-|C G|SAUICR-:ike 28.3 15715 (20) 100 21
HORVU1Hr1G067230|chr1H:477443466-
Queryl | 477449042]HC_G|metacaspase 283 17718 (20) 94 21
HORVUSHr1G066370|chr5H:506740106-
Queryl 506766525|HC_G|Copper-transporting 283 15715 (20) 100 21
B)
PAM target sequence
HORVU3Hr1G019850 CCGCGGCGTCTCCTACGGCGCAC on-target
HORVUOHr1G013800 CTGCGGCGTCTCCTACGGCGGCG no NGG PAM
HORVUS5Hr1G095440 CTGCGGCGTCTCCTACGGCGGCG no NGG PAM
HORVU5S5Hr1G095460 CTGCGGCGTCTCCTACGGCGGCG no NGG PAM
HORVUS5Hr1G086250 CGACCGCGTCTCCTACGGCGAGC no NGG PAM
HORVU3Hr1G046180 CGACCGCGTCTCCTACGGCGAGC no NGG PAM
HORVU4Hr1G059060 GGCCAGCGTCTCCTACGGCGTCT no NGG PAM
HORVUS5Hr1G086240 CGACCGCGTCTCCTACGGCGAGC no NGG PAM
HORVU1Hr1G067230 CAGCGGCGTGTCCTACGGCGCGC no NGG PAM
HORVUS5Hr1G066370 CGACCGCGTCTCCTACGGCGAGC no NGG PAM

Figure S4. Off-target analysis for HYCKX1 guide sequence. (A) Table representing 10 best results
of Blast search against barley genome sequence (http://webblast.ipk-
gatersleben.de/barley _ibsc/viroblast.php; assembly WGSMorex) and (B) sequence alignments of the

respective regions covering guide RNA target sequence including PAM
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http://webblast.ipk-gatersleben.de/barley_ibsc/data/153719726771.blast1.html#Query1HORVU5Hr1G095460|chr5H:598320669-598325900|HC_G|oligopeptide
http://webblast.ipk-gatersleben.de/barley_ibsc/data/153719726771.blast1.html#Query1HORVU5Hr1G086250|chr5H:576150954-576183325|HC_G|SAUR-like
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